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9-17 7 857 



[«#£4 ] tm3£«*Btt«*tt«:£ , r * £ £ 1 . 

2 xtt 3 mmofflfhmmv&wjjmo 

5 ] ltffiB?K^M*® fc # ^ - t?« 3 £ fc 4#« i: * * i ~ 
[If 7 3 t&Ktt/jNJSW - K U T v ^ £ £ & * 

[0 0 0 1] 
[0 0 0 2] 

/i^yt^^ y n 5? PCR (polymerase chain reaction 

) ^EIA (enzyme immunoassay) >fc£02*j£#frJfl!I3*lTV^S o j& 

teaser tt, hB9»fc £jS«*0tt*-ft#MJBT?**. J«k: 

1 mtE^^P 10-3052396 



9 — 1 77857 



[0 0 0 3] 

^BtfffF^, 8 7 7, 7 4 S^WMWJkX* BioTechniquesl5, 324(1993) IZ 

9, 1 5 4^®mmjkxf*ms&mm5, 474, 7 q 6^mmm\z\t-(y^v^ 
v b&m<Dmmtmi$f&^<DfoHt>mM2^ wihu -26225 e*&*& 

t>* Analytical Chemistry 67, 305HCtt>f >0 5?x y baifiOftJfli^WSlS^© 
|Sffl^flB«a*lTV^. flfitWU «BB¥4 - 2 6 2 2 5 6 

[0 0 0 4] 

[»w L/ * e> £ -r * mm) 
wain* hte«©fc«>«^©a*tt7?^<B«^ftv^««a*b<, #s^.«i o 

On lJerFi:t-S<D#3*lA^ U#»U itii?>f>i'S?H' hfcflJMLT 1 
0 0 n 1 JS*T* 10nl~lpl g&©«tt*©JR*T?ttJ*fciE©&J£, 

«*. « P C R^M^WSJS S: ff o fcW 2 ti T v * & v % . ItffB b &4#BB¥ 4 
-2 6 2 2 5 6fM©^t'H TOCiiliSO/tl^'J, «tt*fctt^ 

[0 0 0 5] 

It«bTLi^^T'fe5. #ffl#Wfg5, 4 4 9, 7 5 4 #fM#Kfctt 

s -r ic s£» t c tit& b t is < o \t m ft x $> £ . 

2 ffiIiE4#¥ 10-3052396 
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[0 0 0 6] 

« < f ■& * ©I^^Tf & * = 

[0 0 0 7] 

z<D£$teft&&ffi<Dmmgjz.m&T&ztifc ; b<DT\ &&&&& 

[0 0 0 8] 
[0 0 0 9] 

[0 0 10] 
[0 0 11] 

3 W¥l 0-3 0 5 2 3 9 6 
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0£%. «ftI©S«W2 0~5 0cp, ft3HK£B:2 0~3 0 Atnre»* 
[0 0 12] 

[0 0 13] 
[0 0 14] 

, ^(Dl^lC^b^^»^JCJ:oT^®a)?R®^SLtlS©5:RSltb, 
»^*«:Jg^e>JtmbTi5l»^*©S:l»it'r*iii*^^^- 

[0 0 15] 

a m«Fi»5tt 1 n — a n r 9. a a fi 
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[0 0 16] 

mUisfc&m*rt-K%mm%'&Z<D#M*l'". mil 3&«fc#^-fc©ISH 
©|SII»S:i*«>T«^*«S:-ft*^-K:««S^ A- ©RUB 

— *i:UT#tt©»S»*j&Bv*$©##*Uv\, «*t*^-©WIB«:»«)« 

d © «fc 5 IC £ £: # A - (Z> £ it T 5 £ t K: 

- fe * * £ # *T« i: fc »; * ©»« A & ft-k'*" * - * *^ 

[0 0 17] 

mmomrn i ] 

[0 0 18] 

5 ffiSE^ 5 ? 10-3052396 
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0^#tfiRl 1©W»K1|S*U ^j3^X7^f F^7^1 Otf>gl®tCtf*l/fc. 

ami 3<D<ft*»3c)ee : b»#s*i*. 

[0 0 19] 

e>. &<&VMi, 03 (b) (D£oiZ*mi 5«1 l©|^gUlC#V>Tb^e>. 
[0 0 2 0] 

jftHEl l ©ftffJCzKiB l 6 #Ao ftBEi l<D*lB#<tgA/ev*SJ|KIR 

0 *>f;i/©tt£#*iiW**HN ®3 (c) <D«**&t^lCH3 (a) 

. i©»^Kitt. ms ( C ) ©^©B^c$e>fc^;i/£#n*£££T% 02© 

[0021] 

O^flB'vy KJC, J* MS TTORAY PURE L V - 1 0 T j T*8S5£ b tc 

ECSg, PC9 8 0 1 ns) T*3>ha-;V3-K TEPSON ESC/P 

6 miE4f ¥ 10-3052396 
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j84j <Dj*-vwm,m*®imi>Ttf'Dtz.. 

[0 0 2 2] 

ofeo Z10^'J>^OSlMttt$7 2Odpi (7 2 0 d pi X 7 2 0 d p i 

SfcJBfrtl*. W&9 8 3 0 4 K^M!tajl/fctt, 4. 0/t 

lT'feofc0T% 1 F7hfefe»JOiitt*Sl4 0plT^S. 
[0 0 2 3] 

8 mmX 1 8 mm. 0. 12-0. 17mm) ^Mtfc. r0*/t-^7 
*&yy:/*tc-fev h-TSfc** H4 ic^i" J: e> fc£tt&ttJ8 bfco £$R2 0ti: 

^"e^bfc&T© 1 OmmX 1 0mm<Z>3P#2 1 S«JKffiK:< *J St^fefc©**?* 
3„ dtf)£i|Bc<Z)< yjfcfr*lfc«S#S:'&tf 1 8 mmX 1 8mm<D3P#2 2 Cifflf 
( k -^X>9&izJl>9 y ? CW- 1 8) T^^-^^^^^ffl!!*^^*^^" 
[0 0 2 4] 

ilOmmXl Omm©^< y&^*lfcSP#2 1 T'&&„ 

(l*l~5nl) <2tf>f ;i/£#/l-^x±tc;fcv^2£>£:. fcT^y b 
CDjfeST'l OmmX 1 Omm©ISffliC^f (CMlfe. 
[0 0 2 5] 

ttH5tCa%Ufefc^y^»y. lKf b©*»2 5«:8/3 6 0>f>f (0. 5 
6 mm) ©IfflWT?, «»f*lf*l4^fo, ft 1 6 j]ffilZft%&/vtdo 
[0 0 2 6] 

7 ffilSE^ 5 ? 10-3052396 
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[0 0 2 7] 

*lT*A-^;*l 0©^^tf£mUC&oTgE3g3*l£ri:#&6 o dfttt 
, BI3 (a) <DftMfrb7kffitfMftLfz&(D£i%Zt>nZ> B li^StlSzK 
W©*gS#l*«?lC/.hSV^ 5 0 *t mfiCF) itm. itltt, 03 (a 

) ©^«l}^&»*SS*W««3R»Lfc«, H2KaWEfc&#f*tt*lKfcofcfe 
tb t JSfc ti * = K - © J: e> }c U T L T V ^ < £ B# IC tt@l$iS$IT 

[0 0 2 8] 

#-&4l>&£., &£V^ EI7©J:e>lC, Ht4xfc»MK12o©*«|3 2, 3 3 

£*Ui, 1 Kf h'^ 2IB3^6> T»STV\*fe«>, 2-3©*«f 
Mi i*$:^ofc©t.. ga*©»ffiT?:ft-*-f oic#^bfcfci?>i:m 

o 

[0 0 2 9] 
[0 0 3 0] 

A : S/yvftSg^*^;i/;fr>f;i/M5 9 0 4 (ISl2 0cp) 

b : mmit^jim cwo «^'J3>^^kf9 6-30 otiss 0 c P > 

C : ±BB i:TIHE £ 1 : 1 <Dm&VU&Li=.*<< JU 

D : /<^^V>tSl^M>-/M^^;i/3 3 0 2 4 6 («r£4 0 c p) 

a mwasaz i n — s n 
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e : mmit&nm («o jas/y 3>*^^kf 9 6-50 ok^s oc P ) 

F : Bg5ftI©«l»«i*tf-«liEflS#*i6«[ («S5 0 c p) 

g : mm^m^mtmiEmmmm mm 1 0 0 c P ) 

H : H8fna^K«fSfff-SiEM«fll* 2 o o c p ) 
[0 0 3 1] 
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4 2 


6 5 


5 8 


2 7 
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B 


10 0 


1 0 0 


5 8 


2 3 


6 


c 


10 0 


10 0 


9 6 


7 7 


0 


D 


10 0 


10 0 


8 5 


3 8 


0 


E 


9 4 


9 8 


7 9 


2 7 


0 


F 


6 


5 4 


1 0 


0 


0 


G 


1 0 


4 8 


2 7 


2 


0 


H 


0 


1 5 


2 7 


1 7 


0 



[0 0 3 2] 

m.1 <k l J> ii7?©H«^ffJC»U , r*a«;*'f^/©«r«»3 0~4 O c p. 
*>f;i/©*ttl~2 /t 1 (ilOjS${ClIUT10~2 0Mm) t-^ii:^ 

[0 0 3 3] 
Ciy£tf>7£J» 2 ) 
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[0 0 3 4] 

2SIKK:'ffc5*£J&&*T^*?R4 0 y Kfi&flUBa>#»4 1 £@HS1-*U£ 

#HC±#-T ft to i: #3- & ft ft o 

[0 0 3 5] 

ttWffi&t*m&«ffc«>, *£if^£3Xh#^ft;ii:lcfcft#, 

»4 o©*t>»;jcfc<s^ft«J:<> «^.«H8 (b) ic^-r <fc e> 

^4 O^^HLTBHe-rft^ifa^^SHe^^-^ft^o ««B*»4 lfc^ffi 

•rftfu^ic as (c) ic^-rj:e»ic, ^^^4 ora±&2v^*£3* 

[0 0 3 6] 

TgffiU -fe-f n-x^y^ttSSGW h^U >*M J - 5 o o 

C*m\ *J9Uft*R'\y\ : K. -Mlsm TTORAY PURE LV-l 
OTj T?«£UfcjBil**&2i5*U ^y^8Wtt*«Hfc«#^-^*' <1 8 
mmX 1 8mm. JfSO. 12-0. 17mm) &3feJ6©^«il fcH*Kl, 04 

^ ;i/«i/^tt©^^7^-f^M5 9 0 4, *li3it*l^&fto fl*t>mb/N° 
#-ylig|5 £|fgbT*&ft#, 1 OEffofc. -tO©^**^ /1>&S & 

1&& 24 0 /t mnm<Z>FifeK&Z-1=-° 
[0 0 3 7] 

10 ffittW^lO-3052396 
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7 ^-^faTt@&t> ^KLfco 
[0 0 3 8] 

_ (^-^>x;i/-7-ttliDNAiJ--v;HJ--f ^7-4 8 0) ot-h^nyi' 

±tC««, 9 4°C1#\ 55tl^ 7 2TCl^<Z>a«*>T^^S:24ia*»J38 

#m&<i>2K?i§£>e>t>, *a»K:&6 1 2#ffi©*i»«u 4 

[0 0 3 9] 

ufctf>f/i/©*»2 # i, fi*ifl"6ia»tt2ia-e»*. *rfe»*>ofcfci:* 2/* 

[0 0 4 0] 

, ^©^M^IStS^t^tAt'feS. Hll (a 

1 1 fflEW 10-30 
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[0 0 4 1] 

fit, ^©WMffcUt, Ell 1 (b) Kvk?&5K, 
Tv^a&Rl 0©^®i:TOl 1 (D_hlSlC«iBUfc*^- 5 0 £<Dmm*-3M 

&>T7kmi 3 5 oiz&mzs^ *(D<D%mTfmi i (c) ic^-r^^ic 

[0 0 4 2] 

Ell 2 (a) izmffiZti&m-tZiJrt- 5 o, iSio, as«fc*^-fc©iaiR5 

%lHt§^^5 2, 5 3^lC§!lM£0&£gfl#&&J i BU HI 2 (b) iZi* 
[0 0 4 3] 

«K ic , {R/jNtttf & Sfit&li £ * J * - ? * g>W # tc^M c5i±T ftSSS Ztgizh 
AQMAN PCRWH^yhJ £JBVnT»8C&W«EI/&. *"f, *yh<Z>SWi 

[0 0 4 4] 
[*2] 

SMMM 

KC 1 5 0 mM 

Tris-HCl, pH8. 3 10 mM 

1 2 ffi!E4t¥ 10-30 
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Mg C 1 2 


3 . 5 mM 


d AT P 


2 0 0 /tM 


d CT P 


2 0 0 fiU 


d GT P 


2 0 0 tiM 


d UT P 


4 0 0 tiM 


0 -T ff-y7 K ^ 9 v - 


3 0 0 nM 



0 -7^?f >'J^-^^7^-7- 3 00nM 



p-Tt^yfU--? 2 0 0 nM 

(Tffi«#l* 3 #JKD 

AmpliTaq DNA:KU^7-^ 0. 25U//tl 

AmpErase UNG 0. 0 1U//tl 

fchU'fSDNA 0. 2ng//tl 

[0 0 4 5] 

5' -TCACCCACACTGTGCCCATCTACGA- 3' 

5' — CAGCGGAAGCGCTCATTGCCAATGG — 3' 

5' - ( F AM) ATGCCC-X (T AMR A) CCCCCATGCCAT 
CCTGCGT p - 3 ' 

AM, TAMRAIif^^t^S. 
[0 0 4 6] 

£ hJSttDN A^Aot^S*© ( + ) > AoTV*fcV%*»0 (-) #3 0 0 /t 
l&WJBU -em6*©f a-7*C5 0 /t If ^ilfe. ^flfe*- V/l/ 
iM*9KA*U 5 0*Cl7>, 95^1^©fet, 9 2'Cl£\ 5 4 "C 1 7 

1 3 ffi§E4#¥ 10-30 
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[0 0 4 7] 

SffiifcT*, ( + ) (-) ©*«t€:*n-€*il*©^3— ^tc^tofc. ( + 
) £ (-) *l 1 0 ^ 1 SrTEjRftr* ( 1 0 mM Tris -HC 1 

P H8. 0, lmM EDTA P H8. 0) 9 9 0 «3fc##3fc« 
f+ ( H ### X £»U FP- 7 7 7) h bfe. 

i*feH13C*t. Bja««tt4 8 8 nmTf**. tMtDNAOAot 
V^f>^ ( + ) tt. Aotv^^^A (-) *Jfc*T, 5 2 0 nm#fi 

[0 0 4 8] 

(+) h (-) ©^iRs^ti-^nwi©^^ turn-?*) y*^v kc**u ^ 

fc^^^tt^y^^^ttSXai***^^*^^ 3 3 0 24 6Tf, *£M*l*2 
M 1 T?**-. *X*»JUfcK* bA*->&> ^2 Kvhx«2 b©4 F* h 

•c5iamfa*r^ftffofc. (+) ©F*h»fc (-> ©F*h»tt, svmc»o 

[0 0 4 9] 

( + ) (D'&WLL <-) ©»«fe*r&ffibfc*fc* ^-^x±I35a1© 

*-r/i/*Miu wmm wvyrt*ft^m±m. imt-2) T?wbfe. 
*^b«;**we*y. <-> ©***&***«"***• 

3 0 0 Mm©BtfB*Tf*ofe. ftK, £© 2 « 0 

nmOBiMWlfe. 01511 @140J:^Ct^ ( + ) 

, m^«n<> fc^** (+) <n*mt (-) ©**©*vMi^e>*^ 

[0 0 5 0] 

&ki, (+) (-) ©*«&H«K:*^-ir9^±©*^/HWf**5 5ic 

1 4 mtrE^ 1 0-3052396 



# ¥ 9-177857 



fffcfflUfc*^ BI1 6 (a) iZmtZol^ ^-miO©W5 6, 5 

7\znm^-^ tHffcw-is) * 2 ***rr 

8, 5 9$:5iinL/fe 0 
[0 0 5 1] 

#*bfc©fta*Ofc*^ «>o<y»«:llllbfc. 016 (b) ©«KUB»K: 

, (-) ©*****. £0*^ *tftt, 011 (c) ©«*«£* 

bfcJ^lC RW^ot^Sr^^W. rc£©lit«^8 0/*mT*&o 
fc„ BjajB-e«^«*^feilw5, HI SlCaVTJ^tC, ( + ) ©*»©:## ( 
-) ©#«*»; %a<)toTV^6«^ttt)S»J il^ofe. 
[0 0 5 2] 

*uns**fc«>©fifi©*S5^ b-c. *?igfttf»$-e£« 

ftttflibfc. 6 i©*iBlc«*tt#fcv*»*tt, 019 U 

) ic«5%"rs intense i fc©«ja®at#*t* mm.mm\zmm.i5 

019 (b) ©j:e>K:***lBK:M*W©**6 4«©3%* 

[0 0 5 3] 

MbT, *y**fc*«i*ft*-r*»**^ «*tt©*«#»fcbTtt, * 

it«jKuyatfl/>, jKUx^l/>J!fcif©aW<fe.**»S:fflv^i.i:««-e**. ■* 
fc, >r#K**ft***' x * t >' *»WC«v%6ifc©if«* 

«*tt=i -^>miTtt, «*. tf 5/ ^v*±© v a - I* ft * tf* £ * # 

1 5 ffifE4#¥ 10-3052396 
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[0 0 5 4] 

4$gB¥4 -2 6 2 2 5 ^7K«»^©±^-f > * V ^ y hT'Gfcffi 

m? 6*>CDT*ttfcV^ £fc. #ffl#fFf>54 7 4 7 9 6#lC%ig*1£, 

[0 0 5 5] 

$.mMUMWL&H*>rt-y ; 7* (1 8mmX 1 8mm. »3 0. 12 — 0. 17 
mm) IC$/^V*±<DS/?*V3- h&^fiU - b ZMht-o 

fc. mmLtt^M*. iiftfl^'J3^MF 9 6-3 0 ilKF- 
501:1 : 1 <Dm&X*m&Lf=.*>(DX. *4 ;i/<D^ftj*kfc«87M£3 - h % 

[0 0 5 6] 

, ]%7k&n-hzmi&z£iz£^xmmmm^fa<D7kffiteft&&z^* , t2>z- 

[0 0 5 7] 

CfcffiJciibfflU -t©*T?»£"r i©i:£> 02 0 (a) izijk-f 

1 6 ffifE*#3l 10-305 
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ire* 5. rcD^ft^^M^e^^b^ m^mmtmmmm^m 

[0 0 5 8] 

[01] 

& L/ * ^ - 9 9 * &c -f > * s; i v h y £ #fT *> a * 

[02] 

[03] 
[04] 
[05] 

^>^^x^s;xmcj:s * - > srittw-r * 

[06] 
[0 7] 
[08] 
[09] 
[01 0] 

1 7 mSEW¥ 10-3052396 
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[011] 
[012] 

[013] 

fch»ttDNA#AoTV^SK» ( + ) fc, AoTV^fcHK* (-) ©«3%^ 

h;v£^-T0o 
[014] 

[015] 

(+) (-) (D^momybm^m^m-tmwm^-Mo 

[016] 
[017] 
[01 8] 

( + ) (DTK^t (-) o*»©i3t**«fe*t*tt«9Jt. 

[019] 
[020] 

§t tz. ^wcmomwonm 0= 

io-^>fFm, n-m i2-^>^x^^^ 1 3 ' 1 

4, 15, 16 2 0-61, 2 5-lFvKO*«, 3 2, 3 3 

, 4 0-R«M*ii 4 1 -flfflm 4 5-30^ffi^-^ 4 6 -fa 
j^fliUc, 5 0-*/t- 5 2, 5 5 8, 5 9 -ilitl^-f ;K 6 1 

...JBfcM$#fcV%i£«, 6 2-»*tt#fc53£*. 6 3, 6 6 5 

(1**1) 

1 8 m$E#^ 10-3052396 
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ffiSE^¥ 1 0 
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[016] 
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[fjjE»a] 



[ttSA]' 



4#flFHI 



000003207 

*»A 

100091096 

*#IB»fcJfc>>reiTB 1 7#1# J^7R5^tf 

;u 3 |8¥*I5IIK*M ! IF*»»t 

$ ft A 

100102576 

;v 3 B^jKIBIS^ffiF**^ 



1 



ffiSE^P 5 ? 10-30 
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ffi SI A 



[000003207] 
1. SEH^HH 1 9 9 0^ 8H27H 



WO 98/58240 



PCT/JP98/02389 



/<4ztT? j n i^— O^Kp-Cli, PCR (polymerase chain reaction) ^EI A 
(enzyme immunoassay) &£r<0K&#'ftJffl ^JVC^S. WKfSl;i:teV^"Cf:±, b 

m$%$4, 8 7 7, 7 4 5 ^mBMRXf- BioTechniques 15, 324(1993) MM ^ 9 i? x. 
y h££ftT<7>5*&t§i L-C^IJffl^|5m$n, SfcBWfflFfcS, 4 4 9, 7 5 
tWfcffltSWS* 5 , 4 7 4, 7 9 6 I'Wx.yY fi^»<7>*rttMt^B)t^W(S 

ffitf5SB*i£;h^ #Pi?4-2 6 2 2 5 6^^ 1#ri¥4-2 8 9 4 5 7^iM* 
Analytical Chemistry 67, 3051 \Z.\M *s 9 */ y t&ffitoftWZ&Stt'^tol&R&tiMl 
$*VCV^3 0 0fl*.(i. 6 2 2 5 6-§-^ldi±, *&IW:W3K«M' i'* h 

ti«toT7-f/U^±lCP|lJB«JL-C*5#, «C5 0mL (W^nijy^) Sft^^ 

fc*ffl*«>*Kl:tt"et S^t^Jfev^sa* U< , ^Rii 1 0 0 n L irty V y h/u) W 
T£i-50>#a*Ll\ L*>U wil^t^ v^x y h^jffl It 1 0 0 n LJ^T, 

0 n L~l p L (t°= U y h^) McD^*0>tt*^ffiflc8«Ea>RJS, M;ti£P 

cR^m^m&*ff<>izm*M&£irix\*&\ 6 2 2 5 6# 
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5d*?>"CfcS. *H#fPl&5, 4 4 9, 7 5 4^*B*^*5»tS J: 5 ti— »"C^Ti"5*r 

So 
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JRfrJi©*i43te*tt 2 0 ~ 5 0 c p , ft&0tl¥i£ 2 0 ~ 3 0 n mX$>Z> 0 S*E*®^*« 
jfcfc^T, »K*iB(i*H-5?R«Sofi:*,±*5r)^fl[ (8?ftfeft) fiat 

hm^mffi*&foz.im-tz>±xm%}xibz> 0 imm^^w^nx^^m^mm^ m. 
i£MmxmmLtcmtetiz.mm<Dmmzifem ^xwm&m'p~$-z>Mfafr&z>o 
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-rs:: i-etr ott «tv\ 5 im^mffi*mfo&ffit*s<-mm<DMijiz.mM&"& 

—a — *j 5 3 3f, No. 5, 6~8H, 1 9 9 6¥) 0 wix&^RJE&SttU l*3«B£ 
112 llc^b)t*3SW<^RJCSSStt. ^y^^fl^SjftSPCR^^fcJttfcLT 
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PCRfe ^^yTyir-r^^*I^TORJ^^iSffli-5w<i:^-e^So iSi 
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]) I,- \s) ^fi^frft^fctf* tbtiZo mm&ffi. 4 6^ 1 0-^\ 8 80- 

8 8 6H> 1 99 5^) , w^^-C, rtT8R$n"CV^A#L^V^!J (2-tKB^> 

<7>=r— tV^^I 4 ^^tKD^m^^—^-iy—^l 4 2Sr5ii9#{tfc*/-<>-^7^1 4 

^3~f^ ^^iciaffl-e^So m*.i£. tfv ^^-^^rv =*-^<vwfe (g. j. m. 

BRUIN ib, ^t/l"ty^o-7F^77^-, 4 7 1t, 429-4 3 61 (1 9 
8 9^) ) % ifi))T^])jvr% K<7)B/t (S. HJERTEN 6, •^-^■ty^B'rh^ 
3 4 1 9 1-1 981 (1 98 5*F) ) ft£f#£>5o 

^ffiJtlX. 4 4t, 10f, 4 34-4391, 1 9.9 5^) Srfljffl L"Ct> <fcV\> 
0 0 m m£JlTi:-*-3 LV> 0 
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assure* ^>o ?t t mmm* 1/1000 icfctu** 3a»± L 0g2 1000 = 10 

^#Jifit>I, ^7^-7— 2ft«c^fiJ5) ^/>i-5/ c fe, Hlfcffil8#aS|Rj±-r5o 

mite, <faW&Wk\-stz.ji'^-->7 : 7^\z.'(^V*yx-v h / X/i^ib^/N&^ff^&^ix 
-fey hi-5fc»<B£*ft0>liW!EU BI5tt^^^^3iy by X/w^££*fg<Dff^iA#.'** 

a 117 {in ^ii*n^tsk/j^i«^i*«pi-^HSc ufc tt&^-efl&^-tiftWEU bi s 

1 oiir«i-6 2^(D7K^o«^ ;: P^^-r^^^ ®i uim/J^Rtssf^* 

HIl 3 tit hgteDNAtfAoTV^Wft (+) t, AoTV^^Um (-) 

* wu&TF-mu iai 4t47K«io®8»«»w, lai 5t± (+) ^mt (-) 

texfecommm, mm-t^m^m^mumw-M. mi si* (+) (-) v>*m 
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ft^BJUc £ 5 ^^^-(Dto^^i^^-r^fmilll, 121 3 2 l*^^£&^i&/ ! u£:7lvu 

y—<Dftmmzm. m3 3fcKjfcmTm<DKfcWi<D ; &ytx^? h/^^-rm> m 3 4 its 
h/w^-rm, 13 6{tK^T^^^^)t^^^ h/u^-rm, 13 7 iidna 

7ifU^7-ifcDM^^k$^fcKraoS^T^^)t^^ N/^^-Tlik 1213 8 
^ (+) jWt&W^TVu (-) <Dj£ft{C:fctf5R<tG<7)»)-££:/n >y h Lfc!, II 

i oo±^e> j t^«is«:ttaW"StftRi i ^tifr*>ii*ixSo »ibii 1 ^tr^&sux 
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i 1 4^iH 1 l <D±atItii LTSICftl^, HUU9o fcSVS*. 03 (b) 
<Z>«t5lJl7K«l 5^5»K1 l«tif^TU^ »B£4Mc#jgLfc7kjj§l 5(1, W 

*ffiZ&<ft&.-tZ>b, H3 (c) ^«t9W^5:^ 5 ^ N . i 

ttm&^mw£m&. 03 (c) <7>^«^e>i-ct^ia3 (a) oj^taWBtc^HK tk^ 

$&(D4^>7*s^v h/'j y^M J - 5 0 0 Clr^^fflLfc, */^B^ffl^ Kli 
, JKW$g TTORAY PURE LV-lOTj t?»ifi L7ii@3s&7R£?E* U n±m£-£ 
/Co ^OWWfi, /^yf/vnyta-^ (NECE PC9801ns) 
hn-;Ua-K TEPSON ESC/P J 8 4 J <T>^ * — v^St&^^&ffl UT^ro 

:<d^*^ m^i&i^ h^aEti^-rtLt 3 6 o h/>r>f-c*>oyt. ^ 

CD7°LJ ^WflSftt&ttir 5720dpi (7 20 dp i X 7 2 0 dp itf, Ky 

8 3 0 4 MtbWL^it, ^frO*R»l44. 0 /i LT?feofcO-C, 1 KyhfctO© 
ttlifi4 0 p L 

18mm. ¥$0. 12-0. 17 mm) Srffiffl Lfc, :^*^-^7^^ V >#\iZL± 

VJWol? zmnmWs— h-ef^O, l2*lw#j|ft^Lrt:;feT<Dl OmmX 1 0m 
m«2 1 &«£fflU:< 0tfeV^t><Z>-^*>5. r<Z?^co< 9 tfe&tfuta&^&^t? 1 8 
mmX 1 8 mm<7)gR^ 2 2 tcTO^x-^ (-^^R-feA'* y * CW- 1 8) X*'< 

9 



WO 98/58240 



PCT/JP98/02389 



L) <7)^/W&#^— ^'7*±^:kV^cfc£, fcV<y h <7>5fe«g-T? 1 OmmX 1 Ornrn©! 
^bfet*J?)-C*>«3 % 1 hOTKtB2 5*8/3 6 (0. 5 6mm) OF^Ri-C, 

7km\±w&%i ioom mt, mgnmzmm&titzo 

(115 0/imtilT) :t^fc§o r.tt{4, 03 (a) <DWmi>*b1h&mg&m&te&\' 

ni3 (b) ^Tjk-rxoiz, 7kffitfm%*izmm\^x^z<Dtimmztiz>m&h& 

3 0 r.*U4* l K7 hd5 2«S*»e>"C#rv^5fefe» 2ocD7K?S^?fiflIl l ^SriloTt 

Lxmmi 1 #ffi-#*s#&K.iiSwSo 

2ic^Lfcj;9^, tksu 3<D±mmmi i<Dftfflz.m*i. jwaa*o;*7>r k^^i 
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A : i/^ttR'^y/W^S 9 0 4 OttflE2 0cp) 

B : «Btft*£nfe ft*) = Vt^MF 9 6-3 0 Ofeg 3 0 c p ) 

C :±iEB£TiSE£l : 1 OW^-CjK^bfe^ 

D : -<y ? ^>#mM£$mtf 3 3 0 2 4 6 (#i&4 0 c p) 

E : ffiSWfc^Xlfc ftfc) fi^yaVt'f^KF 9 6-50 0tt&5 0 c p) 

F : Bg?a^flam^fH£EfflirM Clftg5 0 c p) 

g : BE^mm^^mEmmmm v&mi o o c P ) 

H : HSfn^i&i^JSttftjEJB^ifc 0&Jg2 0 0 c p) 



*1 





a^Lfc^/KT?* (M L) 




1 


2 


3 


4 


5 


A 


4 2 


6 5 


5 8 


2 7 


0 


B 


10 0 


10 0 


5 8 


2 3 


6 


C 


10 0 


10 0 


9 6 


7 7 


0 


D 


10 0 


10 0 


8 5 


3 8 


0 


E 


9 4 


9 8 


7 9 


2 7 


0 


F 


6 


5 4 


1 0 


0 


0 


G 


1 0 


4 8 


2 7 


2 


0 


H 


0 


1 5 


2 7 


1 7 


0 



tiil~2/iL (ifeWOffSfctfeJfLTl 0~2 0/xm) 

100~200pp m-CfeSo ^fcfe. ttK^t-ftl^MaaSlTKffiSrScBL^ t) > RJfc 
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^ffl7Ki®4 i(Dm.m-$tox*-h£<. tztc(Dmm^hx^\ fcfcmfcffiioimmte 

^<i-5;i i«u RJ&ffl7kii§4 oo*t>Di:fc< £A,hti)i£ 

#jtb*t3o filKffl7KW4 l^ffl-rsft^Otc, HI8 (c) lc^i-i9t-, 

mm^, ir-<3~xyyytii©^ y^^x^ h/y y^MJ - 5 0 0 CSrfflv\ its ? 
n^ffl^.;/ Kl:, TTORAY PURE L V- 1 0 Tj ^JRiSUfc8*fi*«: 

ftttU "r^5asae««a«ffl*^-^7^ (18mmX18mm, J¥$0. 12-0. 

i 7mm) &nm<Dxmi tmm^ m^TM-^m^y h\.x^o>±\z.im^^n-h 

<fc p l£itt1I2 4 0m m^<7)R^lC^^/c 0 

^rOft> i9t^ti9l:, 3<7)^lC«Jo*iPiiB'>— ^ (tlitl!, in situ PCR 
fl^>— 5 0 /xm) 4 5 i*^— ^9^1 OWJSO^Wi Z<D±fr 

df-^rc;^— ttSiDNAi?— <r/Hf->f — 4 8 0) COt— h^n y 9 ±.\ZM&* 9 4°C 
1$}\ 55°C1:9\ 7 2°C1 ^c7)?^if^ ^/w^2 4tHj^<9jSL^iO*>^ TKJS^^fiiSr^ 
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^^^bSraijei-s^^ftt^-cfeSo r.<z>#£\ mil (a) k^h-j;^ 

^w-c. cw^swiftf t mil (b) Tk^tt^u-cv^g 
iei o(Dmwatmmi io_t®^i2BLfc#^-5 o ^oiwihs:— s.mibx*Mi 3%% 

/<— 5 0 K:8&fcfe$i*\ ^£<D<nibWX$m 11 ( c ) Ic^-T ± b icWWSrJEJf S^feSr^ffl b 

^-50 tmmi o<D^M<Dwm^mm.-t^wmb u-c, ftt>*^^fe^ ®i 2 

i^5 2, 5 3«lftc#ttO*>5<fPtt'*:<!6fflU 13 1 2 (b) \zjMt J: 5 in*'*— fc»R*K 
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xztomzi^Xs xvambiMm-rz* /^-^^^-ttw ttaqman pc 

^2 







5 0 mM 


Trie — ur l 


r> H R 3 

^ i. J. (J • O 


1 0 mM 


Mg C 1 2 




o . o mM 


d ATP 




200>iM 


d CTP 




2 0 O^M 


dGTP 




2 0 OmM 


dUTP 




4 0 0 /xM 




- h^y << (E#J#* 1 ) 


3 0 0 nM 


0 -T ? T-ls V 


■*^-r-^-(ia?ij#-55-2) 


3 0 0 nM 




•^(ia^j#-^-3) 


2 0 0 nM 


Amp 1 i T a q 


DNA#y * 9— 


0. 25U/mL 


Am p E r a s e 


UNG 


0. 0 1U/m l 


t hUttDNA 




0 . 2n'g//iL 



(t AoTV^?)t)CDtV^^V^ 1 t>^0C02a^^:IS$^Ufc) 

gH?lJ#-^ 1 5' -TCACCCACACTGTGCCCATCTACGA-3' 

ga^"J#^-2 5" -CAGCGGAACCGCTCATTGCCAATGG-3' 

SE?iJ#-S§- 3 5' - (FAM) ATGCCC-X (TAMRA) CCCCCATGCCATCCTGCGTp-3' 

fcfcU ^jbH&aso^-CV^** K» p U ^IWbSr^t*. FAM, T 

AMRAtttJtfe**-CfcS. 

t h^14DNA^Ao-CV^t)W ( + ) „ AoTV^V^tf} (-) #3 00mL« 
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U ^»63^f a-^K5 0 /» Lf o^it rix?rt-^/H-^ * 7-^A*L. 
5 0°C1#, 9 5^1^*)^, 9 2°C1#, 5 4°C1#, 7 2°C2^^^^^ 

RJfc**T&* ( + ) i (-) wgi^^tifti 1 *rof ( + ) t 
(-) (D&miifl^tll On L^TEW (1 OmM Tris-HCl pH8. 0 S 
ImM EDTA pH8. 0) 9 9 0 n UC*P;L, ^^^ff (B*^*X»», 

fp-7 7 7) -esbte*^ ww&sajtus:,, 

-ffl, (+) fi> Ao-Cl^^fy^u (-) fcifc^T. 5 2 0 nmttj£<D^ft3&£#3£< 
(+) £ (-) 0>igifc& j e*L j e*L8iJ0>*>' * affl^'J K^?E*AU %M<D : fct& 

vy|l^!I^W>^ffl^^3 3 0 2 4 6t, {£fflfi(i2 m L-efc6 0 tTfcttlUSiK 
y h/ ^-^ {i> ^ 2 hx^|2 Kc04 Vv hT5Elfi*a*rJp«:fro;fco (+) ^ 

ttS L/io 

(+) <om&b (-) Oi^&JT*>fflU!:fc£, *^-^^±^5jiL©W^ 

iiawu mm (^-y^^^xmttK, imt-2) -cm^u*:. ni4«, m§H£ 

®\& (-) 0»«?3&»b<C5*»S"efeS. *»K±ffl:S#J 3 0 0 Mm<0lil£Rje-Cfcofc. * 
^<0 2o^^7Ki«*®jefeS^4 8 0nm<OBB!jie-T?^««SLfco HI 1 5 it. HI 
l4coi9(cfA/fc' (+) (Dfcffit, (-) 07Kj«o*^aS^**^IIW*^*T* > * 0 
111 St^Sft-SJ: Si;:* *^4P<, l^^t^ (+) (-) 

ftli, (+) t (-) <©S^*ra«tw*/<— ^7^±^^/W|fe3ftj«*l65 5^4T^>lilU 
fcfct, 116 (a) [Z.7tfr£o\^ */W^10©tt5 6, 5 7C«ff- 
^ (=.^<^m, Wy^CW-18) ^ftfiaa-CWOf+ttfc, *0±A»fc*^-^ 
9 * £ <b 9 — tfcW 9 ftttfc, - £ ttftl 7 0 /* mT?fc 9* 2 ftg*a-£ 

=b-fr5£«£&Jl 4 0 MmlCftS, ££>^> Ell 6 (b) ir-ySr&oT 
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Lfc&i:, #0 < 9 *§£lKf Lfc 0 Ell 6 (b) <£> J; 5 tcJSWflSlciiJn L/c^/W 

Hi 7 fir 5 UT^L^7K«l<0SiiK»fll^(C-C*>«9, (+) #«W 5 

(-) co7K?S-efoSo r^J:?^ TkiiSte, mil (c) ^IliSEH-^UtJ: pic, Rft 

iw^>. Ill l 8 (c^i-J: 5 lc, (+) o>7km<ojj& (-) otK»IJ;0 t3ft<*o'-cv>*tR 

*5f+*-t-5»E 6 1 <Z>*®l£«Jktttfs&v Ull 9 ( a ) liB&^-f 5 J: 5 tc£tit 6 

1 £<a8Hteffii|fc& s *#< ftSfctfx aEtR35iBlcSiE*'lfilo*jairt<^3tKSd 5 S<^5. — 
*\ *iRasf**"*-5*R6 2<7>*®fc«7Ktt*sfcS»^t3:tt, EI 1 9 (b) 

^5p 4 - 2 6 2 2 5 6 STKttSffi^-fc^'f V* y hT-B±ai Lfcr&& 

v\ #H*m!R5, 4 7 4, 7 9 6^-{dfc«*tSfe, &*tt<0'**— ^«:f£ofc±fc: 

ii»<-^7^ (18mmX18mm, f^O. 12-0. 1 7 mm) tv'^tt 

[U 4 Lfc^^c^* U >f hX*.ffi*tttbtiil,X. «Mcte=— b<Z> 
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i 



ayt>f/WKF9 6-3 0tKF-5 0*l : lOW^ft^tfct^ ^ 

fti-m u ^cowtx^&'tz rittSo i t . in 2 o ( a ) 5 flM^as 

iP, a^-*5gS-C&5o — *\ H120 (b) 3 l-7Km 5 #1*1*1 iHSot 

flt^PCRfflM*^- (1) 

t&fc, in situ PCRigtLm 7/^^/K^7^ K^77^tt-h^ 
uyfl.lZ.&WrrZf'f^OW ^S^fffJS 5 , 5 3 8, 8 7 lTO§# 

SI5tTP3 00 0) asfcnfcftTV^. L*»U rtLb^P C RglfCtt* SWB^HK^^ 
fg£TO L-cmftP CR^tf 5^l^ffl^B«l*/^-«:f^R^ 

1 o o (4 2 tfcoiira ioi, 103 *tp#:\zK<Dm\< ^mvwx^—v- io2^l-c 

8»Lfc«ie<S:*ri-5o iS93«l 0 1,10 3fl)*tWt^9^*tli7'?^y^ tt5 

r.fcas-et, g$iio. i-o. 2mm«Lv\ ^-ti0 2H tfytfrffctf-A' 

OPnESS*^— -^"CWI^-Srt^TJt, J¥£0. 0 2mmSfiE* s »*U\ KJfcSSl 
0 0<7>^i4. Wttfl 8mmX 1 8mm©iE^i:t5-i^*5,' 
HI 2 2 (4, KJ&SWiKiP C RRJ^S:7^^^^«^ttffl^^-^l*^-tSiBI 

17 



WO 98/58240 



PCT/JP98/02389 



o uzmmLtLkzxmztizwmK rjjpssi o oottftaDtsffls* l-c*ij/b$ 

tl5o RJfi&Sl 0 0OFTO2:t^/l'TWc£*k 1 0 n Lg^OPCREJ&$?£>7K?f§l 
0 4^£HH@fW£-&ft$*L6o PCRK«^>7K?il 0 411, -O^^aiy 
bRJ^S«rt^tT^>ii*^tw^fcS. P C RRJ{SKO*tS5 1 0 4 SrtT^ii 

tfflfricSJSSSrtlciftfeL'CSS^'CtlV^U P C RKJj?i0W>** 1 0 4 Srfl-fei&^« 
lokiR 10 4 KIN:* J: 9 1- LTJWfc LTfc «fcV\, ^<Df£, ±M<DW%\ffi. 10 3 

tio 2<^Wffi^*x— ^±tciaiiurffi*ti-SwtT?Rjs:s»i o o rtmRJStfKasiBMS 
in 2 3 1± % 7ti/uy— ##<z>$WB*&fija-c&5o m 2 3 bfc^/w^— noit in 4 

«1 1 2£J£1£1 1 3&l»LTftaR$*LSo ^#1 1 Hi, WJ^nt^H 
ftSBHR^^flsfciXTl^o ^tfettEl 1 2tt»V>^«Jl!g«36»e>^9, lIIWJ<a*§£\ 
KJ&SSl 0 0*s»A$tLSITji^:«:6flWi"5. J&K 1 1 3 tt3fcfiSM4lwtf jixfcft^T 

m 2 4 {4KJE£^s§^a^iiAy^*/wy— o^flcia, 122 5i**©$M?i&fcia-cfc5 0 m 

2 5!^t«t9^ RlE&Sl 0 0**/^-*ftl 1 0<Dfl4fcl 1 1 UlJ;o-C7fM£*l 
^TOtdfifeiA^ -?:<D±;^ib±^l 1 5&3&vSHi\ if— ^vHM"^— «>fc — h^oy 
* 1 2 0 ©±{c|S:ai-5. ±11 1 5f*5mmgJ*0>»$«:*rU SSiSsKU "T'n tru^S* 

?&*i&&iti«>5;fc«>, l^— v/H^^^T-^Hi-^i^H, ±11 15©±l:3kgt 
i5 brfmu-C*^— ^KJ^^SriRSU ia«fMffl«H*£«lJe Lfco «<75Vtfe, 
4? 7- df^/w— ^ DNA4 8 0) ±tCKltU 9 2°C1£\ 5 4tl^ 

7 2t2^fiSt^^;^iiu ^^vauetf (#un«f& 1*2575) &tj^ 
(^7fy^i, issR6 5i2) zm\<^x%.j&®&m<Di&mz%zm. 
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£ in situ ffltcTOcot- h^n ^^of-^t^^7- (SSJfi. TP 3 0 0 
0) WftltU 92°Cl£\ 54°C1#, 7 2°C2ft<D!&m^ P^mM^X, 
iV&SLVc 0H5JU®B!L I#2 5 7 5) (^7f^S> M#SR6 

5 12) Srfflv^SJS?««rtSi5^taa[S:IE»L7to ffiffl Lfc-tf— <r/Hf->r * 9-<Z>±M& 

tfcttOfcftli, in situ PCRfflWt-hyo 7 ^MU,fV^©» in 
situ PCRO^fe^tftfiiWffllWte^W^^. ^7^K^^ 7fiymt*-'W»fm 

S6#U jjst—yfxbxv'f K^^HRfflt^'J 3^-r^*r^S*U"C» »«WSri* 

^/i^-tt. DNA4 8 0) IdMLfc. 9 2°C1^\ 5 4°C1^ 7 2t2»©llt 

^^/usrHttu fs*M%m\ mwmm, §j#2 5 7 5) stiwyi/a-^-v 

77fy^R, ifSR6 5 12) SrfflVN-CRj£^»rtas^«BSE«:ia»^o ^J**, 

i29 li^-r «t 5 £ naMBKicgasfoofco 

1Efcfcb*W>fc«>fc.s in situ P CRffiWt - h7*n ^ M W in 

situ PCRO^WiSJiaillHt^t, 

f^-CSo-Cih— ^r/HJM' * 7— (^-5— 'df ^^/V^— tt, DNA4 8 0) (^ttbfco 9 
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2 °C 1 £\ 5 4 °C 1 ^\ 7 2 °C 2 ftomBtV-J * f^MM U fv?^ MIL&ff («U Htt& 
2 5 7 5) ^yu^-^- (/777^E §J^SR6 5 12) «:/fl^TRJ& 

SI 3 0 IC^-T «fc 5 0 jH*fclffl£»J«l £ tVCV^c 0 tztz U 026i 

(t-hyn-7^©ifi, »fi»*i:S<Jt, iittttSHe-eSfcv^ ^3EU^<Xt> 

So 

l$p n n^^±^»*Sfcfe x ±«BSli*5t>l9*r^-tt-6f^t>?)tt, ^2>CDj;5fct><0«M£o-C. 
-p.—- ^/i^^ ^7-120i 110 4rJS«>ft ft "C 4> £ V \> 

^tiWPCRfflW*^^ (2) 
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0, HI 2 llc^Ufc*»WOt»*PCRfflRJE£^SISr— ttWft in situ PCRfflf-^ 

H3iii, mvy-oi'jmmsrm-zhz* jm^— 3 cm % jetsi 3 2 

dSflRSS^t^HScffl^rrSo *;^-13 0Oifr+fttt, in situ PCRT?ffiffl$tb5 
SflMtffl*^ K^7*£!rJ— (7 5. 9mmX26. ImmXI. 1mm) Sr^S" 

/i^— 1 3 0 O < li^liW:463&^HS6Six5o 10 0 Sr^/i^— 1 3 0 lc 

is 1 3 3 ^mm^MzM v) ttvt So @®s i3 3it w*eaw4iwflHx*i*v <c 9 , 
*-?jjHfci- 0 -y— • v/hm^t— idiatfltrst^tJitt, @^i 3 3<7X»j^t— h 

i o o^il^^fe-c@^$n-cv^(i 

-f^v^y 7 Kfc LT, ^ynvJS-f i^v^y b^V (MJ 5 0 0C, ir 

U lOnLWPCR^tTofc, PCRE&SrfTSWfcSfcSC'fe, (lWW^ 
Krt«RO = — x-f (2) 7^b9j/ h/W^^r— /I'WRjSSS&a*-" x 

-f (3) ^^n'Jyh <ir— /l^-COH**Ks ( 4 ) EU&&&&fi<DXMtt*t 

&<D&W. (5) 7Ki«igWB&JhO^J6<ORfS§»rt<BffS, (6) P C RWtiSM<Dit^ 
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m 


KC 1 




5 OmM 


T r i s-C 1, pH8. 3 




1 OmM 


MgC 1 2 




3. 


5 mM 


d ATP 




0. 


2mM 


dCTP 




0. 


2mM 


dGTP 




0. 


2mM 


d TTP 




0. 


2mM 




- (gE£iJ##l) 


0. 


3 <zM 




(E?i]#*2) 


0. 


3 nM 




3) 


0. 


2 nM 




— fef 


0. 


1U//I L 


7l/-f-<^— * UNG 




0. 


0 1UA L 


t hHt£^Vi»DNA 









iOJRJ&iRSr, K^rtftSlw^&KU ^y=*V (PC9801ns. B^flAUH) tc 

L?^— ^fc/h#ttU v/HNr*7 — (DNA4 8 0, df-^/l^— *i) fc-fc 
7 hU 50°C2#, 9 5tl0»©fct, 9 2tl^ 54°C1#, 7 2°C2#£40 

1 0 m LOKflM^ TEW (pH8. 0) ^9 9 0mL*Pxl, 
^^flEff (FP 7 7 7, -C, ikSt*-** M'SrWJgLfc. Sfi'ifcfttt4 8 
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tf^t<b*lfc 0 H3 3£JPL5<i:, f 3tfeiFAMfi*©5 2 0 nmWf-^^ 3fcftfe*T 
AMRA*51505 8 0 nmtf>fc°-^ J; «9 Vh£V\ -fltt, P CRRJS* s ittTU^>ofc 

3 4lC*-r*3t^^ h/^q#ibtV7t 0 i34^E5t, gfc#fe*FAMai3lW>5 2 On 
m(Dt-^d\ ^tefe*TAMRAE&3fea>5 8 0 nmOf-^ £9 t>7v#V\> wtlttPC 

(2) W^p!) -v /U^rojafcggg^—-^ V^teft 

ffcflfeU mffi&^V = ^=i — hb7t 0 tLX, H2 l&3fe«>US:±5fcRJSS» 
«rffe#Lfc. */<-^9^<C5SW«10 1, 10 3©^lil8mmXl8mm, 
^-tl0 2tU"Cffl^tHTIIR<O in situ PCRfflfii^ (£iB5SH) 1 
8mmXl8mm ( ^©EM^Il lOmmXlOmm, IfSliO. 2mnV?$>6 0 

fifetf>PCRRfSiR2 0 m L^rtWJliAtb, ^<Z>&><i:. ±«l^/<-^7^ 1 0 3 Sr»«3 f+»t 

RfSS^fco Rj££&&«fc*L-C, rt«SOR£iRS:J&*)fflU TEW (pH 

8. 0) TiH^T, hJV&WfeLfco EJ3 5«:;*7'<— ^9*1 0 1, 103?: 

iXU h L£:i§£\ HI 3 6tt^L> 3^ = — h Lfc^otaJM^^te*'** h/VCfc 

So ^-^ioi, 10 3^>y3y3-Mti^fc*tt, PCR^iltTUTV^c 

(3) W ^ n V y V/V7>tr— ;W(DWm^fe<DffiM 
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ft-VBUfcTZtZkUb^X. IffiF (0. 0 2 5U//iL) % 2<g (0. 0 5 0U/ML) , 
5{g (0. 1 25U//i L) , 1 0{g (0. 2 5U//z L) fcU 

^4 

#—>fy h D N AKtl^fc*^ P C R(D|a^ 
TakaraExTaq &jgjfi£D 12. 5juL (6 2. 5U) 

10 X Ex Taq mm 2 5 0 m L 

dNTPl^i 200/iL 

i; . ■^WM'MfcK) 25mL (250ng) 

y7,f7-F3 2 5 m L (2. 5nmol) 

-/^^-p— R 3 2 5 m L (2. 5nmol) 

SStf* 1 9 6 2. 5 M L 

1^3 7tt, ifJ^tl/Ttlibfc*^ h/W^-To **fe*FAM**©5 2 0nm©^ 
at*fe*TAMRA**0 5 8 0 nmOfc°— ^SrJfc^Si:, S#m** 5 2 ~ 5 ffifC— S 
{Z.t£<Q s PCRaSjttTL-Cl^wfcj&sa-J&^o B**«ffiS:ii*^*— 
Sfc^fctfc^^ffiF (0. iu/mL) i:U 4«<D^^fc3fe#LTRJSUS:£ w^k 

r.*i,<b0>*&*J&»b» 2 0^^^-^ ^ya^ra-hLfcRJESS&ffl^a*^ 
iifif^-:7rtO»g<0 4flF (0. 1U/uD J£JL±<OBI*d5j6«!"efc5Cli:^^ofco 
(4) giftga^S<7?7k«i^t<H^<oai:» 
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mx 1 2 Omm. UtSM* 2 1 OmmX 1 Omm) aMWRJBKflJ 9 fit 

7 K^X7 Ky h<DjE2ffi2£ 5Hlfi^9 Vf3o 1 Ky h ^4 Op 

L-CfcS^tf, 7X 7X5 = 2 4 5 Ky^ttitt, 245X4O = 9800pL, 
*K #*Jl 0 nLt^. 

fttiia C*4] 0*a^KJS«RSr. ^^^x^/X;U«10nL (2 4 5 
h) ^'at, Stel^ (vy=^VKF9 6-5 0, «i«5 0cp, 

H2io*5*RJa?Mfc»*&^ ^^ T > in situ PCRfflffiBV 

-/u (^igjfifiD SMfcffi USiOT?, SCT^®WJ¥$^2 0 0/imlc^o/Co 
Rjfc£»&-&*ft*>fe#9«U 1212 4, H2 5-C^bfc^y-^«9W, 5 0°C2 
9 5tl0^fct, 9 2°Cl5a\ 5 4°C1^\ 7 2°C2#£4 0^ */H*9iSU 
MIC 7 2°C1 o^r^$*5ttt^^^&^ , tTPCRRf£:«:*3-'feofc. 
RJS»T«, **WIW(I (BX6 0, ty^M -cm^UT^o 94 9*4v9 
Hi % WI B^a-^-C, iW4 6 0~4 9 0nm, 5 1 5nm 

fflLfc, TIB^ [«5) OSf&i©Mt, mWwmWiZftitcbZ^ £te 

25 



WO 98/58240 



i 

PCT/JP98/02389 



*5 



KC 1 5 0 mM 

Tris-Cl, pH8. 3 1 OmM 

MgCl 2 3. 5mM 

d AT P 0- 2mM 

dCTP 0.2 mM 

dGTP 0.2 mM 

d TTP 0- 2 mM 

0 -T* !7— K^-C-^— (ia^J#-§-D 0. 3jzM 

3 -T^fy^^T'y^v- (IB?iJ#-^2) 0. 3mM 

0-7^f^n-^ (Ifi3W§-3) 0. 2/iM 

T*s-? x )9y9 DNAtK1;^7— -t? 0. 1U///L 

7^1/-^ UNG 0. 01U/»/L 

(a) lflrftO#fe£|S]flifc:LT, >f^^7b^y^m245 Kyh (lOnL) <D 

^—^^{cno^*^— if (J?^5 0/zni) S: 1 — 3 tfcSf* U Xl-Wi^t? 
1 Lit, wC3«t5l-UT, 1 0 nL^SffcKSr^/VCiMfcSiX 

g x ^-f ! ^rof ^S 5 0 m m^iDt, 7,^— 1M $fe<Z)B#tt 5 0 m m x 2tfcCQB#telO 
0 dm, 3tfctf>B#tel 5 0 MnrCfcSo ^/^t LTtt, (M5 9 0 4, 

*/#-*7iv K l> y ^v ? -^>') £ f !) = (K F 9 6 — 5 0 , fs®fb^) £r££E! U 
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7t 0 

(b) Bu^&to<D*m&®&mmiL &v>'**. imt-2) -cm*u ^kst^l 

(c) ffcivr, BU&^&*;u?-ft\zmhU T/HNT*9-tdR1tU 

5 0°C2;9\ 9 5°C10# HM'^ 
9 2°Cl5h 5 4°Cl£\ 7 2 0 C2# 4 0^^^ 
7 2°C10# HH^/V 

^HSr^de-^"^-C^y3^lwKE^.ii^ M&Mtiry? h (NIM Image, National Institute 
of Health, USA) ^fcffi©** § fcEJ^Lfco RJ»»rtSB^7K««:a«W»'Ca«i - 5 t * 



*6 





l 


2 


3 


S»rt«|5<Z5ffS Urn) 


5 0 


10 0 


15 0 


*§t» (%) 
mmm (%) 


13.8 
15.7 
8 


16. 8 
2 3. 1 
8 


2 7.7 
16.0 
7 


(%) 

419^ (%) 


-0. 8 
2 5.5 
5 


3 3 , 6 
11.8 

5 


7 7.5 
2. 7 
4 
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(6) p c RKi&i&m<DtLtb(omm <7>m&<Dmt 

W&<D2 0m~<:hotc 0 ^f^^x<^;X;^10nL (2 4 5 h) £#&U 



*7 





B^9fe . — 

KC 1 


5 OmM 


Tris-CU pH8. 3 


1 OmM 


MgC 1 2 


3 . 5 mM 


d ATP 


0. 2mM 


dCTP 


0. 2mM 


dGTP 


0. 2mM 


dTTP 


0. 2mM 




0. 3 mM 




0. 3 mM 




0. 2mM 




0. 5U/mL 






Tl^-fl'— * UNG 


0. 0 1U/<i 


9—>fv hDNA (SB^i#^-4) 


lng/ (tL 
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50°C2#, 95°C10#CQfc^ 9 2tl^ 54°C1#, 7 2<C 2#£4 01M * 

7t* MIM^a^WcI^tVv (+) frftt&^Wftv (-) *Jt 

\±<>ZQbik%<om\&mSk$*>ti* (+) «WSVN«fe, (-) «^o£vtfi 

(+) t (-) <DRjS^»*fite'&tH3:. P57j<^7K?ffi£— ftfl)i»i9Xlw9tfc. 7 
-f/l/Ali*9-^9-<K7>f/^ (x^^o-A^tEX, I SOI 0 0, 3^'^ 
151) £&/BLfc 0 ^te Lfc 7 ^/^fc^/VA;* (^y^^VSS, 5/ 

ivzwh w = *\z.wo&&s sHfeflWr^h (7th->3^ rK^so -c-«?#rb 

fCo 2o©7Ki©f ^It^t^ftlcD 3 0 i o"C, # (R) , (G) „ W (B) 
tCfe#ft?Lfdfi£#tf\ R + G + B^-TS, RiG^M^ny hUt^H 3 9 

(7) gllfeffl 

(b) gtm^P^^ihi^^W-^^^^"^^^® 3 "^^ 
Cc) BBS«)t8*:^J:5PCRSfS<7)(SJi 

g-^T^^-.^.-iM^^ 8 2t, 6133-6 1 3 71 (1 9 8 5¥) \Z. 
7*HfrX\^» 20 5 8#l^<b2 5 5 2#@O&SI21?'k «£49 5 bp<75 

(ia»^-4) ^/ADNA^bii^RJ^^^-^PCR^^-TS-i:^ 

ETO4©»Wtfcfc5, ^7-(^-F3 (iB?"l#^5) (iM7r^— r*/ 
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^50MLfo48*W0. 5mLf^-^W^tU f— ^/Hh^^T- (DNA4 
8(K ^-df ^/i^-jsi) HtyhU 94°C1#> 6 5tl», 7 2tl. 5 ##3 
01M^/K 7 2 0 C2#y6SllM ^/^^^5SSt^ ^^^Itfc. 

~f = 7^~? — F 3 Wfttt 5 5' -CATGTACGTTGCTATCCAGGCT-3' 
-fyy(-7 — R 3 IB^IJ#-^ 6 5' -AATGAGGGCAGGACTTAGCTTC-3' 

5>«SS-C. 5 00G, 2 4^llLfc, SfclH, ^fa-yilTE« (pH8. 
0) 3 0 0/iL» ^L^I§IX% 5 0 0 G, 1 5^U ?5fe^b^o #g?*«*2 
EWfofe„ $e>lw«-^3.-ytCTE«ftW»j (pH8. 0) IOmLW, J8*MK«-h 

U-yi :^flv-*-0X174/HincI I (2. 6 m g) 
2 : IS^HtiaS5Rf£:*S ( 1 0 n L) 
>3 : 'iStmk^m (101) (10/zL) 
U— ^4 : 8te8H&0>& (2EI1) (10/zL) 
U->-5 : mW&&^-fi\> (1 0 m L) 
U -y 2 T?ll PCR^«t«9— *W^^K*5, i«MSSn-CV>Swt*5t>*>5 0 
KtfXfcStt. U-yi^iY-*-»4 9 5 b p^iSiPlC-rfcO. BW^^K 

30 



WO 98/58240 



PCT/JP98/02389 



^m^xnm^mmmm^nx^^^m^n-h^xm^-r^x o\z.-rzb, & 

xf^^^o? K^^O'^-*^-*^^*^ (#M¥5- 1 8 4 3 9 7^ 

ft) , m#«#oas<t:«:#Jffl L7t2r& (W7-2 3 8 00f^|i) fcifStftiffli-*:: 

T®s ®«^-#<^£^U MALD Iffl-r h V y9X#m<7>mMteli> 

mom* ft o x&y&mafc p c RS«io^HF*«:jE?ftiJi«« u ^as»*\ h l> y v y 
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mm 



mm^r : 1 

mm<D^ :25 

m&\<Dm : mm 

ffi5l|0>aBg : ("a RJo DNA) 

TCACCCACAC TGTGCCCATC TACGA 

wmm^r : 2 

S£?iJcDg£ : 25 

: —*m 

WSMOfflfc : ttLV&Bk ( "oEfc DNA) 
CAGCGGAACC GCTCATTGCC AATGG 

ga^J#-^ : 3 
WM<D^ : 25 

mn<DW& ' {&<nmWt ("n DNA) 
ATGCCCCCCC CATGCCATCC TGCGT 
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SH^]^>ft$ : 495 

m<^m. : 

U?lJtf>iffl8§ : Genomic DNA 
: Homo sapiens 

m> : 

CATGTACGTT GCTATCCAGG CTGTGCTATC CCTGTACGCC TCTGGCCGTA CCACTGGCAT 60 

CGTGATGGAC TCCGGTGACG GGGTCACCCA CACTGTGCCC ATCTACGAGG GGTATGCCCT 120 

CCCCCATGCC ATCCTGCGTC TGGACCTGGC TGGCCGGGAC CTGACTGACT AOCTCATGAA 180 

GATCCTCACC GAGCGCGGCT ACAGCTTCAC CACCACGGCC GAGCGGGAAA TCGTGCGTGA 240 

CATTAAGGAG AAGCTGTGCT AOGTCGCCCT GGACTTCGAG CAAGAGATGG CCACGGCTGC 300 

TTCCAGCTCC TCCCTGGAGA AGAGCTACGA GCTGCCTGAC GGCCAGGTCA TCACCATTGG 360 

CAATGAGCGG TTCCGCTGCC CTGAGGCACT CTTCCAGCCT TCOTCCTGG GTGAGTGGAG 420 
ACTGTCTCCC GGCTCTGCCT GACATGAGGG TTACCCCTCG GGGCTGTGCT GTGGAAGCTA 480 
AGTCCTGCCC TCATT 495 



%m<D&£ :22 
CATGTACGTT GCTATCCAGG CT 
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IB^lJOftS : 22 
AATGAGGGCA GGACTTAGCT TC 
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1 0. «We^hffi»<08H^^ 

l 2. «iEfflS*iili:»lS*it«ftIli, U^lO 0Mm^msri:^Iit 
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Info 

i 5 . mm t (Dmm&m-t v ^stmr/^y 5 ^ = — h &*rr & - 1 t -r 1 

3XU14 E*W>KJfc££», 
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J 


70 


"s 

r — 


0 
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05 



25 
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AO 
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HI 1 3 




510 550 600 650 
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033 
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03 5 




i , — i — . — i — • 1 

510 550 600 650 
(nm) 
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510 550 600 650 
ifc^ (nm) 
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i£5 (nm) 



B3 8 




510 550 600 650 
(nm) 
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